Supplemental Figure 1 (A) Schematic of wild-type mDia2 and its M1041A mutant. Domains and motifs in the primary sequence of Mus musculus mDia2 (wild-type mDia2 = WT) are depicted as coloured boxes and their amino acid boundaries indicated on the top. The M1041-to-A point mutation is highlighted in the lower drawing (mDia2 M1041A = MA). GBD: GTPase binding domain; DID: Diaphanous-inhibitory domain; DD: dimerization domain; FH: Formin homology domain; DAD: Diaphanous auto-inhibitory domain. Flag tag is depicted as a filled green circle (not in scale). (B) Localization of endogenous and Flagtagged wild-type mDia2. Top row: 293T cells were fixed and stained with anti-mDia2 antibodies (mDia2, green) and Rhodamine phalloidin (Phalloidin, red) to detect mDia2 and F-actin, respectively. Bottom row: 293T cells were transfected with Flag-tagged wildtype mDia2 (WT), fixed and stained with anti-Flag antibodies (Flag, green) and Rhodamine phalloidin (Phalloidin, red) to detect mDia2 and F-actin, respectively. Insets zoom in to the localization of endogenous and wild-type mDia2. Scale bars are 10 µm. (C) Localization of constitutively active mDia2. 293T cells were transfected with Flag-tagged mDia2 M1041A (MA), fixed and stained with anti-Flag antibodies (Flag, green) and Rhodamine phalloidin (Phalloidin, red) to detect mDia2 and F-actin, respectively. Insets zoom in to the localization of mDia2 MA at the tip of filopodia. Scale bars are 10 µm. (D)
were separated by SDS-PAGE and immunoblotted with the indicated antibodies. βcatenin and NEK2A, two genuine proteasome substrates, served as control for the effectiveness of the Lactacystin treatment. Actin served as loading control. Arrow marks endogenous NEK2A in the anti-NEK2A blot, which also show a non-specific crossreacting band. (B) HA-tagged FBXO3 is less expressed than its endogenous counterpart.
293T cells were transfected with HA-tagged FBXO3 (+) or the corresponding empty vector (-) (10 µg in either case). Total cell lysates (30 µg) were separated by SDS-PAGE and the expression of endogenous and HA-tagged FBXO3 assessed by immunoblotting with anti-FBXO3 and anti-HA antibodies, respectively. Arrow marks HA-FBXO3 in the anti-FBXO3 blot. The migration of endogenous FBXO3 is retarded most likely by its ubiquitination. One of two experiments that were performed with similar results is shown.
(C) FBXO3 binds similarly to both wild-type and constitutively active mDia2. 293T cells were co-transfected with equal amounts (5 µg) of Flag-tagged mDia2 (WT or MA) and
HA-tagged FBXO3 (+) or the corresponding empty vectors (-), in the combinations indicated on top. Anti-HA immunoprecipitations (HA IP) were performed as in Fig. 3b .
Lysate (2%) and immunocomplexes (IP) were separated by SDS-PAGE and immunoblotted with anti-Flag and anti-HA antibodies to detect mDia2 and FBXO3, respectively. One of two experiments that were performed with similar results is shown. 
